Introduction
Virus production and generation of stable cell lines 115 Lentiviruses were produced and harvested as described previously, utilizing the most 116 effective shRNA sequence against PDE6D (pLKO-PDE6D-572, see below) from a 117 previous screen [10] . Viral supernatant, containing 10 μg/ml polybrene, was immediately 118 used to infect target cells in 6-well plates at 50% confluence. After 24 h, lentivirus-119 containing supernatant was removed and fresh medium supplied, containing the 120 appropriate amount of puromycin for selection. Puromycin tolerance was tested for all 121 target cell lines prior to shRNA transduction. Biochemie GmbH) and bacterial lysates were stored at -20°C. For the pull down, 700 139 µg crude bacterial lysate was incubated with magnetic GSH sepharose 4B beats for 2h 140 at 4 °C on a rotating wheel and afterwards beats were re-equilibrated in cell lysis buffer 141 (50 mM Tris-HCl pH 7.5, 200 mM NaCl, 10 % Glycerol, 2.5 mM MgCl 2 , 1 % Triton X-142 100, supplemented with Complete Mini EDTA-free protease inhibitor). Whole cell lysates 143 were prepared after over night starvation in cell lysis buffer. 25 µg of WCL were used as 144 "input control" to determine panRas, PDE6D and Cyclophilin B level, whereas 400 µg of 145 WCL was subjected to GST-3xRaf-RBD, bound onto GSH sepharose 4B (GE) beats, 146 pull down. After incubation for 30 min at 4 °C on a rotating wheel, beats were washed 147 three times with cell lysis buffer. Then, bound Ras-GTP was eluted with SDS sample 148 buffer for 10 min at 95 °C. Afterwards, SDS-polyacrylamide gel electrophoresis was 149 carried out. Gels were blotted onto PVDF membrane (Immobilon, Millipore) and blocked 150 for 1 h at room temperature with blocking buffer (LI-COR, Lincoln, NE, USA). The 151 following antibodies were used for western blotting in the stated dilution: anti-PDE6D 152 (Santa Cruz: sc-50260, 1:200), anti-Cyclophilin-B (Abcam: Ab16045, 1:3,000), anti-153 panRas (Calbiochem: OP40, 1:1,000) and matching secondary infrared antibodies IRDye 154 680 donkey anti rabbit IgG, IRDye 800 donkey anti mouse/goat IgG, (LI-COR, 1:10,000).
155
Blots were scanned on a LI-COR Odyssey imaging system. Western blots were 156 quantified using the Gel profiler plugin of ImageJ. Uncropped blots are shown in 
